MATERIALS AND METHODS
Single particle tracking. To verify the presentence of small vesicles we measured the diffusion coefficient of the structures formed just above the clearing onset concentration. POPG MLVs (500 µM) were incubated with 0.5µM wt-αS-AF647 over night at 4 °C. This solution was diluted 1000x just before the experiments to allow for the discrimination of single particles and transferred to a well (Ibidi, µ-Slide 8 Well). This slide was positioned on an inverted microscope (Nikon, Eclipse
Ti-E) equipped with a 100mW laser (Coherent, Obis 640nm). To achieve wide-field illumination, the laser beam was focused on the objective's (Nikon, CFI Plan Apo 60x Wi NA1.2) back-focalplane. The partially closed field diaphragm restricts unnecessary exposure. The fluorescent excitation and fluorescent emission wavelengths are split by a (Chroma, ET488/640 Tirf) filter
cube. An image sequence of 500 frames at 32 fps was recorded by a camera (Andor, iXon DV885KCS-VP), at an exposure time of 10ms with 2x2 pixel binning.
From image based particle tracking we obtained the mean squared displacements (MSD,〈∆ 2 〉) using the Python Trackpy toolkit. 1 Results are shown in Figure S3a clearing sets in. a) MLV clearing assays for αS 1-108 at 13% (•), 32% (☉), and 50% (○) protein exposed MLV area. With increasing exposed surface area the clearing curves shift to higher αS concentrations. b) MLV clearing assays for αS1-108 (red), wt-αS (blue), αS4xC (green) at an exposed MLV area of 32%. With increasing size of the disordered domains the clearing curves shift to lower αS concentrations. In both figures the black lines serve as a guide to the eye.
